Appendix Figure S1 │ Sample preparation and crosslinking validation. A. Schematic overview of the Elp1-TAP purification protocol and SDS-PAGE analyses of the initial purification steps (left panel). Samples were analyzed by SDS-PAGE and stained by Coomassie. Identities of respective proteins are indicated on the right. Gel filtration of purified Elp1-TAP tagged Elongator complex shows UV absorption profiles at 260nm and 280nm (middle panel). The respective fractions were analyzed by SDS-PAGE and stained by Coomassie. Identities of respective proteins are indicated. Schematic overview of the used XL-MS protocol and SDS-PAGE analyses of the samples before and after incubation with indicated amounts of crosslinking reagent (right panel). Gel was stained by Coomassie and identities of respective proteins are indicated on the right. B. Crosslinks (blue lines) identified in this work mapped to the subunit structures. Only high confidence crosslinks (LD score greater than or equal to 30) are displayed. C. Histogram of crosslink distances. All crosslinks satisfy the Cα-Cα distance threshold of 30 Å. D. Residues of the Elp456 sub-complex subunits crosslinking to Elp1 and Elp3 subunits (no residue crosslinks to Elp2). All crosslinking positions exclusively locate to one side of the hexamer, suggesting its orientation relatively to the Elp123 sub-complex. Figure S2 │ Validation of the Elp1-Elp3-Elp4 interaction network. A. GST-pull down assays of purified GST-tagged N-terminus of Elp4 with the two predicted untagged WD40 domains of Elp1 (1st WD40 aa 42-431 and both WD40s aa 1-734). GSH resin and untagged proteins were used as input controls. Lower panel shows 5% of the input and upper panel shows bound fractions. All samples were analyzed by SDS-PAGE and stained by Coomassie. Identities of respective proteins are indicated on the right. B.
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ITC measurement using the purified first WD40 domain of Elp1 (10 μM; cell) and synthetic peptides of the N-terminus of Elp4, aa1-10 and aa1-27 respectively (both 100 μM; syringe). Calculated Kd and stoichiometry (N) are indicated. C. Same as A, but using GST-tagged full length Elp1 in combination with untagged full length Elp456 in presence of increasing concentrations of NaCl. Note also that the depicted electrostatic potential is only approximate due to low resolution of the model and missing regions, such as Arg-rich region of Elp1. C. Sequence conservation mapped onto the surface of Elp456 hexamer that interacts with Elp123 sub-complex (left) and the opposite, non-interacting surface (right). D. Sequence conservation mapped onto the surface of Elp1 and Elp2. Elp3 is shown in ribbon representation. For clarity, the Elp456 hexamer is depicted as an outline. The cartoon (top right) indicates the viewing angle. E. Sequence conservation mapped onto the surface of Elp3. All other subunits are shown in ribbon representation. 

